Background: The biological basis for cancer of unknown primary (CUP) at the molecular level remains largely unknown, with no evidence of whether a common biological entity exists. Here, we assessed the possibility of identifying a common diagnostic biomarker for CUP using a microarray gene expression analysis.
Introduction
Patients with cancer of unknown primary (CUP) present with metastatic disease for which the primary site cannot be found, despite extensive standard investigation. The prognosis of patients with CUP is usually poor for those receiving empiric treatments. The median survival period is 3-9 months even when newer combination treatment regimens are administered [1] [2] [3] [4] [5] . The survival of patients with CUP can be improved if the primary site can be identified and a site-specific therapy can be applied [6, 7] .
Clinically, CUPs exhibit common characteristics, such as rapid progression, early dissemination and a silent primary tumor, with signs and symptoms related to the metastatic site(s) [8] . The primary tumor may either have a slow growth pattern or may become involuted and undetectable. Existence of such common properties prompts us to hypothesize that there may be potential biological markers that elucidate CUP as a whole. Gene expression analysis is one of the means by which to identify genes characteristic to CUP.
Several studies using gene expression microarrays have demonstrated that the expression levels of thousands of genes can be used as a ''molecular fingerprint'' to classify a multitude of tumor types [9] [10] [11] [12] [13] [14] [15] . We are presently involved in a multicenter clinical study to predict the primary site of CUP based on the analysis of gene expression patterns. The analysis interprets the expression of ,22,000 genes in each specimen by applying normalization and classification algorithms to gene expression data from a microarray. The similarity of each tumor specimen's gene expression pattern is then compared to the patterns for tumors from 24 known primary sites covered by the test. This study enabled the identification of genes that exhibited a unique expression pattern in CUP. Here, we present several genes encoding metastasis-and apoptosis-related proteins thus identified that may biologically characterize CUP.
Materials and Methods

Ethic Statement
All the patients provided written informed consent. Study
Study Design
This study originated from currently ongoing multicenter, randomized, phase 2 prospective trial for the treatment of untreated CUP based on prediction of the primary site using data from a DNA chip. The patients had been diagnosed as having CUP between November 2008 and November 2010 at one of 13 centers of the West Japan Oncology Group (WJOG), a Japanese non-profit organization for conducting oncological clinical trials. The laboratory analyses were performed at 2 centers in Japan (Kinki University, Osaka-Sayama and Mitsubishi Chemical Medience Corporation, Tokyo).
Patients
All eligible patients had undergone a standard investigation for CUP. They were categorized into unfavorable subsets of CUP. Diagnoses of histologically or cytologically confirmed adenocarcinoma, poorly differentiated carcinoma, or squamous cell carcinoma were permitted. In each of the patients, a primary site had not been identified after a complete medical history, physical examination, chemistry profile, computed tomography (CT) scan of the chest, abdomen, and pelvis, mammography in women, measurements of the prostate-specific antigen (PSA) level in men, and a directed workup of any symptomatic areas. Patients in the following categories were excluded: women with adenocarcinoma involving only the axillary lymph nodes or the peritoneal cavity, patients with squamous cell carcinoma involving only cervical lymph nodes or inguinal lymph nodes, patients with poorly differentiated carcinoma consistent with a germ cell tumor (isolated midline structures, multiple pulmonary nodules, or elevated levels of b-human chorionic gonadotropin or a-human chorionic gonadotropin-fetoprotein), men with an elevated plasma PSA level or PSA-positive staining in a tumor, patients with a single, small, potentially resectable tumor, and patients with neuroendocrine carcinomas.
Sample Collection
Fresh frozen samples obtained from 60 patients with CUP were used for the analysis. All the samples were tested without knowledge of either the clinical characteristics or the subsequent response to treatment, except for the sex of the patient and the site of biopsy (mostly lymph nodes or ascites fluid).
Assay Procedure
RNA was extracted from the samples using an Isogene kit (Nippon Gene, Toyama, Japan). Spectrophotometry was used to assess whether an adequate total RNA concentration and purity was present. In general, the protocol for processing the RNA, amplifying and labeling fragments, hybridizing material on the microarray, and scanning was similar to the standard Affymetrix protocol for GeneChipH expression analysis. Affymetrix GeneChipH Human Genome U133 Plus 2.0 was used on an Affymetrix 3000 or 3000Dx GeneChip instrument (fluidics station and scanner) running Gene-Chip operating software to generate gene expression data (.CEL files).
Database Submission of Microarray Data
The microarray data were deposited in the Gene Expression Omnibus (GEO) database: http://www.ncbi.nlm.nih.gov/geo/. The GEO accession number for the platform is GSE42392, samples GSM1038716-GSM 1038775.
Data Analysis
All the microarray data were normalized using asinh (hyperbolic arc sine) transformation, which is a modified version of Huber's normalization with variance stabilization [16, 17] , and also a part of generalized log transformation (glog) [18] . Interinstitutional and array-to-array biases were corrected by subtracting their specific effects that were estimated by the mixed model [19] . The equation for asinh transformation is Igk/I.k, where I represents the expression value, g represents the gene, k represents the array, and the dot indicates the mean. The resulting asinh-transformed values, representing the relative expression of each gene, were used in further analyses.
The raw microarray datasets for 2,364 cancers of several primary types and 10 normal lymph nodes were obtained from the Gene Expression Omnibus (GEO) ( Table 1 ). These datasets were normalized and used to construct gene-expression profiles specific to each type of cancer (n = 24) as well as an overall profile for cancer with known primary (CKP). The normal lymph node dataset was used as a reference. The data quality of CUP samples was monitored to ensure that data analysis of CUP samples was comparable to that of samples of CKP collected from GEO. Only the samples whose GAPDH, a housekeeping control gene, at 59-terminal region (AFFX-HUMGAPDH/M33197_5_at) showed a minimum expression.500, and with the ratio of expression intensity (GAPDH at the 39-region/59-region),3 were chosen.
The gene-expression profile specific to CUP was constructed using 30 CUP samples as training data and another 30 samples as test data (odd and even numbered cases, respectively). Of the 22,215 genes that were measured using both CUP samples (this work) and CKP samples (publicly accessed), a total of 5,645 genes with a present call for every sample were selected for further analysis. To identify CUP specific genes, the gene-expression profiles specific to CUP (training datasets) and normal lymph node were compared using t-tests. A histogram of the p-values is shown in Figure 1 . The p-values for most of the genes were less than 0.001; when we selected the top 100 genes according to their pvalues, the false discovery rate (FDR) was 4.56610 212 [20] . To validate whether the genes identified using the CUP training datasets were significantly specific to CUP, the linear discriminant analysis (LDA) using these genes was performed for the CUP test datasets and the accuracy was estimated as described [21] . Heatmaps and a cluster dendrogram were then constructed using the Ward method [22] .
Results
Gene Expression Profile of CUP and Known Primary Cancers
A total of 237 genes were found to be either up-regulated or down-regulated by more than 2-fold between the normal lymph node and 30 CUP samples (training datasets). Of these, 59 genes with more than a 2.5-fold change (44 up-regulated and 15 downregulated genes) are listed in Table 2 . We designated the gene sets consisting of these CUP associated genes with .2 fold and .2.5 fold up-regulation or down-regulation as M CUP (2.0) and M CUP (2.5), respectively. Using these probe sets in M CUP (2.5), linear discriminant analysis (LDA) was performed for the CUP training datasets together with 2,364 cancers of various known types and 10 normal lymph nodes. As expected, all 2,404 samples were correctly discriminated. When the remaining 30 CUP samples (test datasets) were assessed using LDA that was modeled with the training datasets, 26 out of the 30 CUP samples were assigned correctly to ''CUP'', while only the 4 samples were predicted as "the other cancer". Thus, the accuracy of CUP was validated to be 86.7%, indicating that the 59 genes selected were of statistically significance as having biological attributes of CUP. Figure 2 shows the supervised clustering of all 60 CUP samples performed together with 2,364 cancers of various known types and 10 normal lymph nodes using the 59 genes. The CUP samples were split into 2 groups with lung adenocarcinoma (LAC) clustered in between (right most part of the heat map). The larger group consisted of 42 samples, while the smaller consisted of 15 samples. Only 3 CUP samples were not included in any of these groups and instead were included in the clusters for normal lymphoma, brain tumors, and ovarian cancer, respectively. These were among the 4 samples that were predicted as ''the other cancer'' in the LDA. The VAPA gene, which was overexpressed in most of the cancer samples but not in CUP or LAC, revealed a striking contrast between CUP/LAC and other samples, which may have influenced the clustering analysis. When we re-analyzed the data after excluding the VAPA gene, the grouping for CUP was unchanged, but the smaller group with 15 samples was no longer clustered with LAC ( Figure S1 ). The mean gene expression profiles (GEPs) for CUP, normal lymphoma, and 24 known cancer types were compared to create a dendrogram representing the quantified relations among CUP and the known cancer types, which again showed the clustering of CUP together with LAC ( Figure S2 ).
Selection of CUP Associated Genes
Although the functions were diverse or unknown for the 44 upregulated genes in the M CUP (2.5) datasets (Table 2) , we found that 14 genes (S100A4, PRG1, S100A6, GSTP1, EIF5A, LGALS1, S100A11, PRKDC, VIM, CST3, TIMP1, YWHAZ, NEDD8, STK17A) could be characterized after a search using the keywords ''metastasis'' and ''apoptosis''. Some of these genes were associated with the epithelial-to-mesenchymal transition (EMT), a function that has been increasingly recognized as a key step in cancer metastasis [23] .
In the M CUP (2.5) dataset, 15 genes were down-regulated. Of these genes, we focused on CD24, KRAS and DICER1. The known functions of the above-mentioned up-regulated and down-regulated genes will be discussed in detail below.
Relative Expression of Up-Regulated Ribosomal Proteins
In the M CUP (2.5) dataset, we also identified 6 ribosomal proteins (RPL18A, RPS7, RPL11, RPS10, RPL36, and RPLP2). We found 11 more genes for ribosomal proteins (RPL24, RPL35, RPL35A, RPS20, RPL13A, RPL28, RPS26, RPS14, RPL27A, RPL19, and RPL29) in the M CUP (2.0) dataset. Ribosomal proteins are assembled into small and large ribosomal subunits. The small 40 S and large 60 S ribosomal subunits contain approximately 32 and 47 ribosomal proteins (known as RPS and RPL proteins), respectively [24] . The increased expression of ribosomal proteins has been associated with increased proliferation and growth; in some cases, however, increased expression has also been shown to suppress tumorigenesis [25, 26] .
To examine whether ribosomal protein genes can be used as biomarkers to discriminate CUP from other cancer types, the mean GEPs for a total of 77 ribosomal protein genes were compared using clustering for CUP, normal lymphoma, and 24 known cancer types (Figure 3) . The ribosomal protein genes that were up-regulated in CUP were also up-regulated in LAC.
The relative mRNA expression levels of 4 ribosomal protein genes that were up-regulated in CUP (RPS7, RPL11, RPS10, and RPL36) were compared with the levels in normal lymphoma and 24 known cancer types (Figure 4) . The 42 CUP samples that consistently contained large amounts of these mRNAs belonged to the larger CUP cluster, while the remaining 15 sample that showed relatively smaller amounts of these mRNAs belonged to the smaller cluster, as shown in Figure 2 . As expected, the increased expressions of these mRNAs were also observed in LAC, but not in the other cancer types (Figure 4 ).
Discussion
Accumulating data sets from gene-expression microarray analyzed for various types of tumors have enabled the establishment of organ-and tumor-specific expression profiles that improve precise prediction of primary site of CUP [9, 10, 14, 15] . Our official phase 2 study to corroborate the feasibility of CUP prediction using our algorithm is currently ongoing and will provide genes that exhibit unique expression pattern in CUP. A compelling theory to explain CUP is that the primary cancer is microscopic and may disappear because of marked apoptosis after seeding metastases that are able to proliferate into more significant tumors in different tissues [27] . As a high metastasis potential and vulnerability to apoptosis would explain the properties of CUP well, we first searched for genes related to metastasis and apoptosis among all the genes that were up-regulated by more than 2.5-fold in the CUP samples (M CUP (2.5) dataset).
Of the 14 up-regulated genes that were found (S100A4, PRG1, S100A6, GSTP1, EIF5A, LGALS1, S100A11, PRKDC, VIM, CST3, TIMP1, YWHAZ, NEDD8, STK17A), three (S100A4, S100A6, S100A11) belong to a group of S100 proteins involved in the Ca 2+ signaling network and regulate a variety of intracellular activities including cell growth and motility [28] . The expressions of these genes are observed in several epithelial tumors and have been linked to metastasis [29, 30] . S100A4, together with VIM, has also been used as an EMT marker [31] . The overexpression of EIF5A induces the EMT, thereby promoting the tumor metastasis of colorectal and hepatocellular carcinoma [32] . Serglycin, a gene product of PRG1, is a proteoglycan that has been functionally identified as a significant regulator of metastasis in nasopharyngeal carcinoma (NPC) [33] . The elevated expression of Serglycin in NPC cells can mediate the level of vimentin (VIM) expression, which is not only a marker of the EMT, but also has an important role in the regulation of cellular migration [31, 34] . Lewis lung carcinoma cells in mice show metastasis to the lung when the cells express Galectin-1 (Gal-1), a large carbohydrate-binding protein encoded by LGALS1, suggesting novel targeting strategies for Gal-1 in cancer [35] .
Both metastatic cells and drug-resistant cells have similar gene expression patterns of survival-related molecules, suggesting that metastatic cancer may be difficult to treat because of resistance to anticancer drugs. DNA-dependent protein kinase (DNA-PK), a gene product of PRKDC, is one of the proteins up-regulated in several metastatic and drug-resistant cancer cells [36] . Because the up-regulation of DNA-PK was observed in the CUP patients in our cohort, who had never been treated with chemotherapy, DNA-PK may indicate essential resistance, rather than acquired resistance, to chemotherapy. GSTP1 has also been postulated in several cancer types to enhance the metastatic potential and the development of resistance to drugs that induce reactive oxygen species (ROS), such as paclitaxel and cisplatin [37, 38] . Other genes up-regulated in CUP also reveal a significant role in chemoresistance and may be linked to the metastatic potential. Breast cancer cells overexpressing TIMP-1, a well-known inhibitor of matrix metalloproteinase, exhibit a reduced sensitivity to the chemotherapeutic drugs paclitaxel and epirubicin through the activation of transcription factor NF-kB [39] . The knocked-down expression of 14-3-3 f, a gene product of YWHAZ, sensitizes head and neck cancer cells to chemotherapy [40] . A small molecule inhibitor of NEDD8 activating enzyme (NAE) may be active against tumors that are resistant to other chemotherapeutic agents [41] .
Unlike the hitherto described genes, cystatin C (CST-3) and STK17A function as direct pro-apoptotic factors by antagonizing TGF-b signaling and by modulating ROS, respectively. Cystatin C has been shown to interact with the TGF-b type II receptor, thereby preventing TGF-b binding and subsequent EMT induction [42] . TGF-b has been accepted as a main initiator of EMT; however, NF-kB was recently found to promote EMT in some cells that are unresponsive to TGF-b because they lack functional SMAD4, representing an alternative pathway leading to EMT that can replace TGF-b signaling [43] . NF-kB signaling may predominately induce EMT in CUP. Both TIMP-1, which can activate NF-kB, and vimentin, which is activated by NF-kB, were among the genes (proteins) that were up-regulated in CUP as described above, making this hypothesis more likely [39, 43] . STK17A is up-regulated in response to oxidative stress in a p53-dependent manner [44] . Since STK17A is known as a positive regulator of the apoptotic pathway and its expression level in colorectal carcinomas is enhanced in lesions with lymph node metastasis, the apoptotic process could be involved in the node metastasis of carcinomas, including CUP [45] .
Of the 15 down-regulated genes in the M CUP (2.5) dataset, CD24, KRAS and DICER1 are of particular interest. CD24 is the most widely used marker, together with CD44, for identifying tumor-initiating cells in breast carcinomas. CD44 + /CD24
2/low breast cancer cells have the ability to metastasize, since the enrichment of these stem-like cells is significantly observed in patients with positive lymph nodes [46] . A subset of kras mutant cancer cells exhibit ''kras addiction'' and have a differentiated epithelial phenotype. The induction of EMT has been shown to convert kras-dependent cancer cells to kras-independent cells, which do not require the continued expression of kras [47] . Dicer1 functions as a haploinsufficient tumor suppressor gene [48] . Frequent loss of one allele of Dicer1 has been observed in several different tumor types causing a global reduction of steady-state micro RNA levels that could be functionally suppressive to the oncogenesis and metastasis of CUP. The increased expression of several ribosomal proteins was found in CUP. Whether these changes in expression are causally related to the generation of CUP is unknown. In some cases, the overexpression of ribosomal proteins, including RPL5, RPL11, RPL23 and RPS7 has been shown to suppress tumorigenesis [49, 50] . These proteins activate p53 by binding to MDM2 and inhibiting MDM2-mediated p53 ubiquitination and degradation in response to nucleolar stress (also called ribosomal stress). RPL11 and RPS7 were recently shown to be required for p53 activation induced by DNA-damaging agents [51] , suggesting that these ribosomal proteins may play a crucial role in p53 activation in response to diverse stressors. Furthermore, neddylation, the process by which the ubiquitin-like protein NEDD8 is conjugated to its target, is essential for RPL11's role in the mediation of p53 signaling [49] . Interestingly, these two ribosomal proteins and NEDD8 were included in our M CUP (2.5) dataset. The tumor suppressor function performed by these proteins may be related to the vulnerability to apoptosis that CUP (at the primary site) exhibits as one of its properties.
For functional analyses of the identified genes, overexpression or knockdown experiments using appropriate cell lines would be plausible to pursue if the gene of interest confers change in growth or in metastatic ability to the cells. The metastatic process can be evaluated in vitro by monitoring cell invasion through Matrigel and adhesion of cells to plates, etc. Synthetic inhibitors specific to Gal-1, DNA-PK and 14-3-3 f have been developed [52] [53] [54] . Thus, it will be intriguing to investigate the effect of these inhibitors on the cells overexpressing the respective gene in vitro or in vivo, which may lead to targeted therapy for CUP.
To our surprise, the gene expression profile (GEF) of CUP closely resembled that of lung adenocarcinoma (LAC), which may simply reflect the relatively high metastatic potential of LAC. In a study using 18 F-fluoro-2-deoxyglucose positron emission tomography (FDG-PET), the most commonly detected location of the primary tumor in patients with CUP was the lung [55] . In CUP, the primary cancer and its metastasis (-ses) behave very differently in respect to proliferation, leading to the assumption that the molecular profiles of CUP specimens from the two sites would differ. We are unable to compare these differences because the primary cancer is unidentifiable. A differential gene expression analysis using primary and metastatic tumor tissues from advanced lung cancer patients may provide some clues to this question.
In conclusion, we identified several genes that were upregulated in CUP and that may contribute to the acquisition of a metastatic phenotype as well as resistance to anticancer drugs in many cases. Proapoptotic factors were also identified. The combinational effects of the multiple functions of genes that are highly expressed in CUP could be involved in regulating CUP behaviors, such as apoptosis and metastasis. Immunohistochemical-based or PCR-based validation of the candidate genes is needed to refine the molecular classification of CUP. 
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